Regulator of G protein signaling 14 (RGS14) is a multifunctional scaffolding protein that integrates G protein and H-Ras/MAPkinase signaling pathways to regulate synaptic plasticity important for hippocampal learning and memory. However, to date, little is known about the subcellular distribution and roles of endogenous RGS14 in a neuronal cell line. Most of what is known about RGS14 cellular behavior is based on studies of tagged, recombinant RGS14 ectopically overexpressed in unnatural host cells. Here, we report for the first time a comprehensive assessment of the subcellular distribution and dynamic localization of endogenous RGS14 in rat B35 neuroblastoma cells. Using confocal imaging and 3D-structured illumination microscopy, we find that endogenous RGS14 localizes to subcellular compartments not previously recognized in studies of recombinant RGS14. RGS14 localization was observed most notably at juxtanuclear membranes encircling the nucleus, at nuclear pore complexes (NPC) on both sides of the nuclear envelope and within intranuclear membrane channels, and within both chromatin-poor and chromatin-rich regions of the nucleus in a cell cycledependent manner. In addition, a subset of nuclear RGS14 localized adjacent to active RNA polymerase II. Endogenous RGS14 was absent from the plasma membrane in resting cells; however, the protein could be trafficked to the plasma membrane from juxtanuclear membranes in endosomes derived from ER/Golgi, following constitutive activation of endogenous RGS14 G protein binding partners using AlF 4 ". Finally, our findings show that endogenous RGS14 behaves as a cytoplasmic-nuclear shuttling protein confirming what has been shown previously for recombinant RGS14. Taken together, the findings highlight possible cellular roles for RGS14 not previously recognized that are distinct from the regulation of conventional GPCR-G protein signaling, in particular undefined roles for RGS14 in the nucleus.
Introduction
Heterotrimeric G proteins couple to cell surface receptors to transduce signals by hormones and neurotransmitter across the plasma membrane and into the interior of cells to mediate all aspects of cell and organ physiology [1, 2] . The family of RGS proteins bind directly to G proteins and their receptors to serve as GTPase activating proteins (GAPs) and negatively regulate G protein signaling events [3] . Whereas most RGS proteins are relatively simple proteins that act as dedicated GAPs activated Gα subunits, others are more complex with various domains for binding partners that mediate unconventional G protein signaling events. One such RGS protein is RGS14, a multifunctional scaffolding protein that interacts with specific G protein alpha subunits (Gαi/o) and activated H-Ras to integrate G protein and MAP kinase signaling pathways [4] [5] [6] [7] [8] [9] . Our previous work has shown that RGS14 is highly enriched within pyramidal neurons of the hippocampus where it serves as an important natural suppressor of long-term potentiation (LTP) and hippocampal-dependent learning and memory (10) . Due to the key role that RGS14 serves in regulating synaptic plasticity, we felt it to be critically important that we determine where endogenous RGS14 operates within a neuronal cell line for a better understanding of its cellular roles and functions and the possible mechanism(s) by which it limits LTP.
To date, most of what is known and assumed regarding the cellular functions of RGS14 is based on the behavior and subcellular localization of tagged (e.g. GFP or FLAG) and overexpressed recombinant RGS14 introduced into unnatural host cells (e.g. HEK or HeLa cells). By contrast, almost nothing is known about the subcellular distribution of endogenous RGS14 in neuronal cells. Efforts to study this have been hampered by the restriction of RGS14 protein expression to CA2 hippocampal neurons of adult mice [10, 11] . Neuron cultures from adult mice are not possible; therefore, prior study of RGS14 behavior in cells has been limited to that of ectopically expressed recombinant RGS14 in unnatural host cells [7, 8, [12] [13] [14] . In those studies, recombinant epitope-tagged RGS14 localizes predominantly within the cytosol, and can be recruited to the plasma membrane by co-expression with its Gαi/o binding partners or trapped in the nucleus following pharmacological blockade of nuclear export. Whether this protein behavior accurately reflects the subcellular distribution and behavior of endogenous RGS14 in a neuronal cell line is unknown. Since mislocalization of exogenously expressed proteins can give a false impression of the endogenous protein's distribution and in vivo functionalities, the goal of this study was to investigate the subcellular localization of endogenous RGS14 in its native cellular environment.
We previously reported that rat B35 neuroblastoma cells naturally express endogenous RGS14 by immunoblot analysis [15] . In this study, we took advantage of B35 cells to examine and determine the subcellular distribution and dynamic localization of endogenous RGS14 in a neuronal cell line. We find that the endogenous RGS14 protein exhibits a different pattern of subcellular localization and distribution than has been reported for recombinant protein, suggesting novel roles for RGS14 not previously considered. Our findings suggest that endogenous RGS14 may not serve canonical GPCR-G protein signaling roles at the plasma membrane like other RGS proteins but, rather, it may serve distinct non-canonical roles within the nucleus, possibly regulating gene expression.
Materials and methods

Plasmids and antibodies
The FLAG-RGS14 and eGFP-RGS14 cDNA used in this study were generated as described previously [13] using rat RGS14 cDNA (Genbank accession number U92279) [6] . For a comprehensive list of antibodies and antibody concentrations used, see Table 1 .
Cell culture and transfections
Rat neuroblastoma (B35), Human cervical carcinoma (HeLa), African Green Monkey kidney (Cos7), human glioblastoma (SF295), and human embryonic kidney (HEK293) cells were all maintained in 1X Dulbecco's modified eagle medium (DMEM) with phenol red indicator (Mediatech) supplemented with 10% fetal bovine serum (FBS) (Atlanta Biologicals, 5% after transfection), 100 U/mL penicillin (Mediatech), and 100 mg/mL streptomycin (Mediatech) in a humidified environment at 37˚C with 5% CO 2 . For immunofluorescence experiments, cells were seeded onto poly-D-lysine-coated glass coverslips. All transient transfections were performed using polyethyleneimine (PEI; Polysciences, Inc.) as previously described [16] .
Leptomycin B treatment
Leptomycin B (LMB; Santa Cruz), a CRM1-dependent nuclear export inhibitor [17] , was diluted in 70% ethanol. Treatment of B35 cells with LMB was as previously described (Shu et al., 2007) . Where indicated, LMB (or ethanol control) was added to the culture medium at a final concentration of 20 nM and cells were incubated at 37˚C for the indicated amounts of time up to 3 hours, followed by fixation and subsequent immunofluorescence staining.
Cell cycle synchronization
To induce G1 cell cycle arrest, B35 cells were plated onto coverslips in complete DMEM media containing 10% FBS, 100 U/mL penicillin, and 100 mg/mL streptomycin. After 24 hours, complete media was replaced with serum-free media (DMEM without FBS) for 24 hours. To synchronize cells in S or G2, a double thymidine block and release method was used [18] . Thymidine (Sigma) was added to cells at a final concentration of 2 mM for 19 hours to arrest cells at G1/S. Cells were washed in 1X PBS and incubated in fresh media for 8 hours followed by a second treatment with 2 mM of thymidine for an additional 15 hours. At the final release, cells were washed in 1X PBS and incubated in fresh media. B35 cells were then fixed at various time points following thymidine release and processed for immunocytochemistry. Cell cycle stages were confirmed by immunostaining for gamma-tubulin to assess centrosome duplication and positioning.
Subcellular fractionation
B35 cells were lysed and fractioned to isolate intact nuclei and cytosol in a protocol modified from [19] . B35 cells were washed and collected in ice cold 1X PBS by centrifuging at 1000 g at 4˚C for 5 min. Cells were then resuspended in 10 volumes of Nonidet-P40 lysis buffer (10 mM HEPES, pH 7.5; 10 mM KCl; 0.1 mM EDTA; 1 mM dithiothreitol (DTT); 0.5% Nonidet-40; protease inhibitor cocktail (Roche)) and allowed to swell in ice for 12 min with intermittent mixing. Samples were then vortexed at max speed for 10-12 sec to disrupt cell membranes, and 10% of the volume was removed for later assessing whole cell lysates by immunoblotting. After centrifugation at 1,200 g for 8 min, the supernatant was collected as cytoplasmic extract and supplemented with 240 mM NaCl. The remaining pellet was washed twice in lysis buffer then re-suspended in nuclear extraction buffer (20 mM HEPES, pH 7.5; 400 mM NaCl; 1 mM EDTA; 1 mM DTT; protease inhibitor cocktail), allowed to swell on ice for 30 min, and centrifuged at 12,000 g for 15 min. Resulting supernatant was used as the nuclear extract. 5% of each sample was removed to use for the input prior to immunoprecipitation.
Immunoprecipitation
Cytoplasmic and nuclear extracts were used to immunoprecipitate RGS14 using standard protocols. Briefly, extracts were incubated with a 1:100 dilution of RGS14 polyclonal antibody (Proteintech) overnight at 4˚C. Beads only control samples were also incubated overnight at 4˚C without the addition of antibody. 50 μl of protein A-Sepharose beads were washed and blocked in 3% BSA for 1 hour at 4˚C, and incubated with samples for an additional 1.5 hours at 4˚C. Beads were then washed 4 times with 0.1% Tween-20 in 1X PBS, re-suspended in 2X Laemmli sample buffer, and heated at 95˚C for 5 min.
Immunoblotting
Mouse brain lysates were kindly provided by Paul Evans (Hepler lab, Emory University) and prepared as in (11) . Immunoblotting experiments were carried out as descried in (11) with a few modifications. Briefly, B35 cells were lysed on ice in buffer containing 50 mM Tris-HCl, pH 8.0, 150 mM NaCl, 1 mM EGTA, 1 mM EDTA,2 mM dithiothreitol, 10 mM MgCl 2 , protease inhibitor cocktail (Roche), and 1% TritonX-100. Cell lyastes were incubated on a rotator for 1 hour at 4˚C, and then cleared by centrifugation at 100,000 × g for 30 min at 4˚C. Lysates were mixed with Laemmli sample buffer and boiled for 5 min at 95˚C. Samples from the cell lysates and mouse brain homogenates were loaded onto 11% acrylamide gels, resolved by SDS-PAGE, transferred to nitrocellulose membranes. After blocking nitrocellulose membranes for 1 hour at room temperature in blocking buffer containing 5% nonfat milk (w/v), 0.1% Tween-20, and 0.02% sodium azide, diluted in 20 mM Tris buffered saline, pH 7.6, membranes were incubated with primary antibodies diluted in the same buffer overnight at 4˚C or for 2 hours at room temperature. Membranes were then washed in Tris buffered saline containing 0.1% Tween-20 (TBST) and incubated with either an anti-mouse (1:5000) or anti-rabbit (1:25,000) HRP-conjugated secondary antibody diluted in TBST for 1hour at room temperature. Protein bands were detected by enhanced chemiluminescence.
Immunofluorescence
In this study, we extensively compared native RGS14 staining following various fixation and permeabilization methods. To visualize native RGS14, unless otherwise stated, B35 cells seeded onto PDL-coated coverslips were fixed in 3.7% paraformaldehyde (PFA) in PHEM buffer (60 mM PIPES, 25 mM HEPES, 10 mM EGTA, 2 mM MgCl 2 , pH 6.9. Tris-Glycine; 200 mM, Tris, 0.75% glycine, pH 7.4) for 10 minutes at room temperature (RT), followed by permeabilization with 100% ice-cold methanol for 5 min at -20˚C. Coverslips were then rinsed three times in PBS-Tween (0.05% Tween in 1X PBS), blocked in PBS containing 8% BSA for 1 hour at room temperature, and incubated with primary antibody in PBS containing 4% BSA (antibody buffer) overnight at 4˚C. Coverslips were then washed for 5 min in PBS-Tween three times, incubated with Alexa 594 goat anti-rabbit and/or Alexa 488 goat anti-mouse secondary antibody (1:1000; Molecular Probes) in antibody buffer for 1-1.5 hours at room temperature, washed for 5 min in PBS-Tween two times, counter-stained with Hoechst 33342 to visualize DNA, washed again in PBS-Tween, and mounted onto slides with ProLong Diamond Antifade mounting media (Invitrogen). All cells transfected with FLAG-RGS14 and B35 cells co-stained with Rhodamine Phalloidin (F-actin) or anti-HSP60 (mitochondria) were fixed as above and permeabilized with 0.1% Triton-X in PBS for 10 min at RT. Though native RGS14 distribution looked similar with all fixation/permeabilization methods, with the exception of saponin permeabilization, which does not permeabilize the nuclear membrane, we found that PFA/PHEM fixation and methanol permeabilization resulted in optimal staining.
Antibody pre-adsorption
In experiments testing antibody specificity, diluted anti-RGS14 polyclonal antibody was incubated with 5X (μg/mL) excess of purified rat RGS14 [14] on a rotator overnight at 4˚C prior to immunoblot or immunofluorescence. Immunoblots probed with antibody alone and with antibody pre-absorbed with purified protein were processed in parallel.
Confocal microscopy
Confocal imaging was performed using a 60X oil immersion objective on Olympus FV1000. Fluorescence channels were scanned sequentially and averaged to avoid bleed through. For immunofluorescence pre-adsorption experiments comparing staining with RGS14 polyclonal antibody, pre-adsorbed antibody, and secondary only, all images were acquired and processed using identical confocal settings (exposure time, gain, intensity). Images were processed and intensity graphs were generated using ImageJ software (http://rsb.info.nih.gov/ij/).
3D-structured illumination microscopy (SIM)
Super-Resolution 3D-SIM images were acquired with a DeltaVision OMX Blaze system (GE Healthcare) equipped with a 60X/ 
Analysis of RGS14 translocation in B35 cells
Translocation of endogenous RGS14 in response to AlF 4 "-induced G protein activation was assessed by immunofluorescence and confocal microscopy. After staining B35 cells treated with AlF 4 "for 10 min (n = 35) or left untreated (control; n = 35) with anti-RGS14 polyclonal antibody to detect endogenous RGS14, the fluorescence intensity around the RGS14-enriched juxtanuclear membrane was compared to the fluorescence intensity of RGS14 within the cytoplasm using ImageJ software. Hoechst DNA stain, visualized under the DAPI channel on the confocal microscope, was used to locate the nucleus, and the area around the nuclear membrane was traced with the freehand tracing tool in ImageJ. Translocation was considered a significant difference in relative fluorescence staining around the nuclear membrane between untreated (control) and AlF 4 "-treated cells. Relative nuclear membrane fluorescence was determined by dividing the mean fluorescence intensity (total fluorescence/area) around the juxtanuclear membrane by the mean fluorescence intensity in a comparable sized area within the cytosol. All non-dividing cells from randomly selected fields pooled from three independent experiments were included in the analysis. Statistical analysis was carried out using GraphPad Prism software. Comparisons between control and AlF 4 "-treated B35 cells (n = 35 cells per group) were performed using a two-tailed unpaired t-test with P < 0.05 considered statistically significant. Data are reported as mean +/-s.d.
Results
Endogenous RGS14 is expressed in B35 neuroblastoma cells
We previously reported that rat B35 neuroblastoma cells naturally express RGS14 protein at detectable levels [15] . We used these cells to determine the subcellular localization and cellular distribution of endogenous RGS14. RGS14 encodes a predicted 61 kDa protein in mouse and rat. Using a novel and previously uncharacterized polyclonal anti-RGS14 antibody (Proteintech), we observed that the antibody recognizes RGS14 in both mouse brain and rat B35 cells, consistent with our previous observations [11, 15] . The RGS14 antibody detected a single band at approximately 60 kD in wild type mouse brain lysates and B35 cell lysate, but not in lysates from RGS14 knockout (KO) mouse brain ( Fig 1A) ) and showed a similar staining pattern in wild type mouse brain sections as the validated monoclonal antibody (10, 20) , indicating that the antibody specifically recognizes endogenous RGS14. To further validate the antibody specificity, we found that pre-adsorption of the antibody with purified recombinant rat RGS14 completely blocked staining of the 60 kDa band (Fig 1B) . We next determined if the antibody recognized RGS14 in fixed B35 cells detected by immunocytochemistry ( Fig 1C) . The antibody recognized diffuse cellular staining that is not due to secondary antibody, and is completely blocked by preadsorption of the antibody with purified rat RGS14 protein. We further found that the RGS14 antibody recognizes overexpressed GFP-RGS14 in transiently transfected B35 cells, as antibody staining completely colocalized with intrinsic GFP fluorescence (S1 Fig) .
Taken together, these findings demonstrate that the polyclonal RGS14 antibody specifically recognizes endogenous RGS14 expressed in rat B35 neuroblastoma cells and validate its use in both western blot and immunofluorescence experiments.
Endogenous RGS14 localizes to various subcellular compartments in B35 cells
We next compared the subcellular distribution of endogenous RGS14 in B35 cells with that of recombinant FLAG-tagged RGS14 (FLAG-RGS14) in various non-host cells (Fig 2A) . In line with findings from our previous studies [4, 5, 14, 20] , ectopically expressed FLAG-RGS14 detected by immunofluorescence and confocal microscopy was found to localize predominantly in the cytosol when over-expressed in various cell lines, including B35 cells (Fig 2A) .
To further clarify the subcellular localization of endogenous RGS14 in B35 cells, we first compared several cell fixation protocols for immunofluorescence to determine optical fixation and permeabilization conditions. While the subcellular distribution of endogenous RGS14 appeared similar with most fixation and permeabilization protocols tested (S2 Fig), we Endogenous RGS14 localizes to juxtanuclear membranes and chromatin-rich regions of the nucleus , and B35 cells were transfected with 250-500 ng of FLAG-RGS14 cDNA, immunostained with a FLAG antibody and visualized by confocal microscopy. Scale bar, 10 μm. (B) Optical midsection (XY) and orthogonal views (XZ, YZ) of representative confocal z stacks of B35 cells expressing exogenous FLAG-RGS14 immunostained with a FLAG antibody (left) or endogenous RGS14 immunostained with an RGS14 polyclonal antibody (RGS14 pAb, right). DNA was visualized with Hoechst counterstain (blue). While exogenously expressed FLAG-RGS14 localizes to the cytoplasm, endogenous RGS14 appears to localize to various subcellular compartments, including cytoplasmic puncta, nuclear periphery, nuclear matrix, and nuclear foci. (C) Optical mid-section observed optimal detection of endogenous RGS14 when B35 cells were fixed with 3.7% paraformaldehyde in PHEM (cytoskeletal stabilizing buffer) at room temperature and permeabilization with ice cold methanol at -20˚C (see Materials and methods section). Under these conditions, immunolabeled endogenous RGS14 in B35 cells localized within cytoplasmic puncta, in unidentified nuclear bodies, and at the nuclear periphery (Fig 2B) , a staining pattern that differed from the diffuse cytoplasmic localization of ectopically expressed recombinant FLAG-RGS14 (Fig 2A) . Notably, the robust RGS14 signal around the nuclear periphery was diminished in most cells permeabilized with saponin (S2 Fig), which does not permeabilize the nuclear membrane [21] , suggesting that a subpopulation of endogenous RGS14 resides on the nuclear side of the nuclear envelope. Using 3D-structured illumination microscopy (3D-SIM) [22] to examine the localization of endogenous RGS14 at the super-resolution level, we found RGS14 staining appeared in a discontinuous punctate pattern along the nuclear periphery and also in discrete foci within the nucleus (Fig 2C) . To further confirm the nuclear localization of RGS14, we attempted to immunoprecipitate endogenous RGS14 from cytoplasmic and nuclear B35 cell fractions (Fig 2D) . Immunodetection of the cytosolic marker GAPDH, mitochondria marker OPA1, and nuclear membrane marker Lamin A/C confirmed the purity of the cytoplasmic and nuclear inputs. Immunoprecipitation of RGS14 from these cell fractions confirmed the presence of endogenous RGS14 in both B35 cell cytoplasmic and nuclear fractions (Fig 2D) . Using this approach, we determined that endogenous RGS14 localizes to both the cytoplasm and, to a lesser extent, the nucleus under basal conditions in B35 cells.
We next examined whether endogenous RGS14 is a cytoplasmic-nuclear shuttling protein. We and others previously reported that RGS14 contains both a nuclear localization sequence (NLS) and a nuclear export sequence (NES), and that recombinant RGS14 accumulates in the nucleus following treatment of cells with Crm1-dependent nuclear export inhibitor, leptomycin B (LMB) [12, 13] . In agreement with these previous reports of recombinant RGS14 behavior in HeLa cells, we found that GFP-RGS14 exhibits a predominantly cytoplasmic localization in B35 cells under basal conditions, but accumulates in the nucleus following treatment of cells with LMB ( Fig 2E, S3 Fig) . We next sought to determine whether endogenous RGS14 also shuttles between the cytoplasm and nucleus in a Crm1-dependent manner. After treatment with LMB (final concentration, 20 ng/mL for 3 h), we observed a significant increase in the localization of endogenous RGS14 to the nuclear matrix and a concomitant decrease in localization around the nuclear periphery (Fig 2F) , suggesting that endogenous RGS14 is continuously shuttling between the nucleus and cytoplasm, which may explain its prominent localization at the nuclear periphery.
(XY) and orthogonal views (XZ, YZ) of a z-stack acquired using 3D-Structured Illumination Microscopy (3D-SIM) of a B35 cell immunostained with RGS14 pAb. Image shows a heat map of pixel intensity ('Fire' LUT, ImageJ). (D) Cellular fractionation of B35 cells into cytoplasmic and nuclear fractions. To assess fractionation purity (Left), whole cell lysate (WCL) and equal volumes of cytoplasmic (Cyt) and nuclear (Nuc) fractions were probed with antibodies against Lamin A/C (nuclear membrane), GAPDH (soluble cytosol), and OPA1 (mitochondria). Immunoprecipitation of endogenous RGS14 from both cytoplasmic and nuclear fractions (Right) confirms native RGS14 localizes to both the cytoplasm and nucleus. Cytoplasmic and nuclear fractions were prepared using equivalent volumes of buffer and used for immunoprecipitation (IP) of RGS14. Input represents 10% of IP sample volume. Both exogenous GFP-RGS14 (E) and endogenous RGS14 (F) accumulate in the nucleus in the presence of the inhibitor of CRM1-dependent nuclear export, leptomycin B (LMB). Endogenous RGS14 localizes as diffuse puncta in the cytoplasm and is highly enriched in the juxtanuclear membranes adjacent to endoplamsmic reticulum
To gain further insight into the cytosolic distribution of endogenous RGS14 outside of the nucleus, we co-stained B35 cells with antibodies against RGS14 and various endogenous organelle markers (Fig 3) . Different fixation and permeabilization conditions were also evaluated for co-staining experiments because protein components of membranous organelles and cytoskeletal structures are preserved to varying extents by different immunofluorescence protocols [23] . Colocalization of RGS14 with organelle markers was evaluated visually by merging the red and green fluorescence channels (Fig 3) . Using confocal microscopy, we found that endogenous RGS14 puncta are dispersed throughout the cytoplasm and along mictrotubules (Fig 3H) . We did not find significant overlap between RGS14 puncta and organelle markers for filamentous actin (phallodin) (Fig 3A) , centrosomes (γ-tubulin) (Fig 3B) , the endoplasmic reticulum (KDEL receptor) (Fig 3C) , lysosomes (Mann-6) (Fig 3E) , or Golgi apparatus (GM130) (Fig 3G) . We did, however, find partial colocalization between endogenous RGS14 and mitochondrial marker HSP60 (Fig 3D) and early endosome marker EEA1 (Fig 3F) . In addition, within the cytoplasm, RGS14 puncta localized to a perinuclear region proximal to the centrosome that was maintained during various stages of the cell cycle (S4 Fig) . Though not overlapping with the ER marker (Fig 3C) , RGS14 staining was enriched in the juxtanuclear region in close proximity to the ER, along the nuclear periphery. In summary, endogenous RGS14 is localized within the cytoplasm as diffuse puncta that may include discrete endosomes adjacent to cytoskeletal filaments, and is notably concentrated at the juxtanuclear membrane adjacent to the ER.
Endogenous RGS14 localizes to both the cytoplasmic and nuclear side of the nuclear envelope Due to the prominent localization and enrichment of endogenous RGS14 around the nuclear periphery and within the nucleus, we turned our focus to understanding in greater detail the localization of endogenous RGS14 within these subcellular regions. B35 cells were co-stained with antibodies against RGS14 and markers for the nuclear membrane (Lamin A/C), nuclear pore complex (monoclonal antibody 414, which labels FG-repeat containing nuclear pore complex proteins), and endoplasmic reticulum (KDELR) (Fig 4) . Using confocal microscopy and 3D-SIM, fluorescence intensity analysis of lines drawn along the nuclear border revealed predominantly alternating patterns of RGS14 and nuclear pore complex (NPC) peak fluorescence signal, with some instances of apparent colocalization that could represent shuttling of endogenous RGS14 between the cytoplasm and nucleus through nuclear pores (Fig 4A and  4E) . In addition, co-labeling B35 cells with an antibody against a marker for the nuclear membrane (Lamin A/C), showed RGS14 signal on both the cytoplasmic and nuclear side of the nuclear envelope (Fig 4B and 4D) . Using 3D-SIM (Fig 4D-4F) , we also observed some instances of colocalization between intranuclear Lamin A/C puncta and RGS14 (Fig 4D) . RGS14 staining around the nuclear periphery consistently resided between the Hoechstlabeled DNA and ER with both confocal microscopy and 3D-SIM (Fig 4C and 4F) .
Endogenous RGS14 localizes to various subnuclear compartments associated with DNA-poor intranuclear channels and DNA-rich chromocenters Serial sectioning with 3D-SIM of B35 cell nuclei further showed that clusters of RGS14 puncta formed tubule-like structures adjacent to NPCs in intranuclear bodies that were apparent (Fig 5A-5D) . NPCs have previously been reported to reside in intranuclear channels in DNA-poor regions of the nucleus; NPC populated intranuclear channels also contain nuclear membrane proteins and are contiguous with the cytoplasm [24] . Though the precise function of NPC-rich intranuclear channels is ambiguous, evidence exists to support a role for these channels in facilitating nuclear import and export functions by reducing the distance between the cytoplasm and specific subnuclear compartment located deep within the nucleoplasm [25] .
We further examined RGS14 clustering within the nucleus (Fig 6) . 3D-SIM images of B35 cell nuclei stained for endogenous RGS14 and counterstained with Hoechst to visualize DNA revealed that RGS14 was enriched in both DNA-poor intranuclear channels that appeared to transect the nucleus and regions of densely Hoechst-stained chromatin (Fig 6A) . In addition to their localization in DNA-poor intracnuclear channels, NPC proteins and lamins have also been reported to directly interact with condensed, transcriptionally inactive chromatin both at the nuclear periphery and deep within the nucleoplasm [26] [27] [28] [29] . In this regard, we also found discrete RGS14 foci at the periphery of chromatin-rich (perichromatin) regions and along nuclear invaginations within the nucleus of some cells (Fig 6B) .
Since the perichromatin RGS14 puncta localization pattern was consistent with the previously described localization of RNA polymerase II [30] , we co-stained B35 cells with antibodies against RGS14 and an antibody that recognizes the active, elongating form of RNA polymerase II at the 3' terminus (Ser2P-RNA Pol II) [30] [31] [32] [33] . 3D-SIM images in different optical planes revealed a partial overlap and close proximity between perichromatin RGS14 puncta and Ser2P-RNA Pol II (Fig 6C-6E ), suggesting that a subpopulation of RGS14 within the nucleus may be involved in transcriptional regulation.
The cellular distribution of endogenous RGS14 is cell cycle-dependent in B35 cells
Within a given population of B35 cells that were asynchronous in their stage of the cell cycle, we observed some variation in the distribution of RGS14 within the nucleus, suggesting that the localization of endogenous RGS14 in B35 cells may change as cells progress through the cell cycle. To examine this in more detail, we determined endogenous RGS14 subnuclear distribution within the nucleus at different cell cycle stages (Fig 7) . To do so, we used different protocols to synchronize B35 cells in different cell cycle phases including serum starvation to synchronize cells in G0/G1 and a double thymidine block and release protocol to synchronize cells at S, early G2, and G2/M (late G2) stages of the cell cycle as described in Materials and methods. Synchronization and cell cycle stage were confirmed by staining B35 cells with an antibody against γ-tubulin to assess centrosome duplication and positioning. At all stages of the cell cycle, RGS14 foci within the nucleus that were not localized to intranuclear channels were restricted to the periphery of or within regions of Hoechst-stained DNA, and were absent in adjacent DNA-poor interchromatin compartments (IC), which are thought to serve as a preferential compartment for RNA processing and transport [34] (Fig 7) . In B35 cell nuclei synchronized at G1, endogenous RGS14 staining was punctate along perichromatin regions Graphs show fluorescence intensity (arbitrary units; a.u.) for each channel across the dotted white lines in the direction of the arrow in the merged images. RGS14 and nuclear pore complex proteins mainly localize in alternating puncta along the nuclear periphery (A, E). RGS14 localizes to both the cytoplasmic (gray asterisk) and nuclear (black asterisk) sides of the nuclear membrane (B, D), and between the endoplasmic reticulum and nucleus (C, F). Dotted gray line in graph 2 in B traces peak Lamin A/C fluorescence intensity to highlight that peak RGS14 fluorescence resides on the nuclear side of the nuclear membrane. Arrow heads indicate regions of apparent colocalization between RGS14 and the nuclear pore complex by confocal microscopy (A) or nuclear membrane by 3D-SIM (D). Cells shown are representative of approximately 600 cells observed from 40 fields of view across 3 independent experiments for confocal images and 50-75 cells for 3D-SIM images. Note that the same set of coverslips used to obtain confocal images were also used to obtain 3D-SIM images. between DNA-rich and DNA-poor subcompartments and was absent in highly compact chromatin areas typically associated with transcriptionally silenced genes [35] (Fig 7A) . In S and early G2 phases, discrete RGS14 foci localized to perichromatin regions as in G1; unlike in G1, however, RGS14 staining was enriched within heterochromatin-containing areas at the nuclear periphery and nucleoplasm during S and early G2 phases (Fig 7B and 7C) . At late G2, clusters of RGS14 foci were predominantly found within the most compact, densely stained chromatin domains (Fig 7D) .
Our previous studies and those of others have reported that recombinant RGS14 can localize to centrosomes along with its binding partner Gαi [12, 13] . We examined if this was the case for endogenous RGS14 in B35 cells (S4 Fig) . Though our initial investigations revealed no significant co-localization between RGS14 and centrosome marker γ-tubulin in asynchronous B35 cells (Fig 3B) , cell cycle synchronization experiments revealed that RGS14 localizes to regions near, but not directly associated with, centrosomes throughout the cell cycle ( S4 Fig) . Notably, the endogenous RGS14 signal in the vicinity of the centrosome is coincident with previously reported staining patterns of exogenous RGS14 when co-transfected with inactive Gαi1 [12, 13] and may reflect an association of RGS14 with the microtubule organizing complex within the pericentriolar material.
AlF 4 "-induced activation of endogenous G proteins alters the subcellular localization of endogenous RGS14 in B35 cells
The GPR motif on RGS14, which specifically binds to inactive Gαi1-GDP and Gαi3-GDP [13, 36, 37] , is thought to be a key regulator of RGS14 cellular distribution in non-host cells (Shu et al., 2007) . Our previous work showed that the RGS domain, which acts as a GAP for Gαi/o proteins [6] [7] [8] , can also direct the cellular distribution of recombinant RGS14 in HeLa cells (Brown et al., 2015) . Constitutive activation of ectopically expressed recombinant Gαi/o with aluminum tetrafluoride (AlF 4 "), which activates G proteins by mimicking the transition state of GTP hydrolysis [38, 39] , is sufficient to recruit FLAG-RGS14 to the plasma membrane in HeLa cells [14] . Whether activation of endogenous G proteins affects the subcellular localization of endogenous RGS14 in its natural cellular environment, however, is unknown. Therefore, we examined whether activation of endogenous Gαi/o in B35 cells could recruit endogenous RGS14 to the plasma membrane in a similar manner. We treated B35 cells with AlF 4 "for various times, fixed and then processed them for immunofluorescence using the RGS14 polyclonal antibody (Fig 8) . In untreated (control) cells, immunofluorescence and confocal imaging showed a relative enrichment of RGS14 around the nuclear membrane, as before. We observed that stimulation of cells with AlF 4 "lead to an increase in vesicle-like, punctate staining within the cytoplasm after 5 minutes and a notable decrease in nuclear membrane-to-cytoplasm fluorescence intensity by 10 minutes (Fig 8A) . Quantifying this redistribution of RGS14 by examining a large number of cells, we observed a significant and very apparent redistribution of RGS14 from the nuclear periphery to the cytoplasm after 10 Endogenous RGS14 localizes to juxtanuclear membranes and chromatin-rich regions of the nucleus Cells were synchronized at G1/S using a double thymidine block, fixed at different time points following release (as described in Material and Methods), and immunostained for endogenous RGS14 (magenta) and centrosome marker γ-tubulin (green), to confirm cell cycle stag, and counterstained with Hoechst (gray). Scale bar, 2 μm. In some cases, centrosomes did not lie in the same XY-plane as optimal mid sections through the nuclei and are thus shown in boxes to the left of each corresponding nucleus. Boxed regions are magnified and shown in numbered panels to the right. Representative images in G1, showing RGS14 puncta in the nucleus clustered along the periphery of regions of high intensity Hoechst-stained chromatin (chromocenter; A1) and are largely absent in dark DNA-poor interchromatin compartments (A2). In S and early G2, RGS14 puncta mainly localize min with AlF 4 " (Fig 8B) . These data indicate that constitutive G protein activation by AlF 4 " causes a redistribution of endogenous RGS14 from basal state cellular membranes around the nuclear membrane to vesicular structures within the cytoplasm and an accumulation of RGS14 puncta in a small juxtanuclear region. Co-staining cells with antibodies against RGS14 and specific markers for Trans-Golgi network (TGN38 protein) and cis-Golgi (GM130 protein), we found that the accumulation of RGS14 puncta at juxtanuclear regions following treatment with AlF 4 "were adjacent to these markers of the Golgi apparatus (Fig 8C) . Notably, a subset of B35 cells showed a considerable increase in RGS14 localization at the plasma membrane after stimulation with AlF 4 "for 15 minutes (Fig 8D) , whereas other cells continued to show an accumulation of RGS14 in vesicle-like structures within the cytoplasm, suggesting that AlF 4 "-induced translocation of RGS14 is a dynamic process and RGS14 localization at the plasma membrane may be transient.
Discussion
Understanding the spatiotemporal dynamics of proteins within host cells can provide vital insight into their native cellular functions. All previous information about the subcellular localization of RGS14 relied largely on exogenous expression of tagged recombinant protein in non-host cells. The mislocalization of exogenously expressed proteins is common and can give a false impression of the endogenous protein's distribution and in vivo functionalities [40, 41] . Thus, the goal of these studies was to define, for the first time, a detailed assessment of the subcellular distribution and dynamic localization of endogenous RGS14 in a neuronal cell line and to compare and contrast the cellular behavior of endogenous versus recombinant RGS14. RGS14 is highly restricted in its protein distribution pattern, with protein expression limited to brain and certain lymphocytes [6] . Within rodent brain, RGS14 is expressed almost exclusively in adult CA2 hippocampal neurons [10, 11] which, unfortunately, cannot be isolated for study. Therefore, to define endogenous RGS14 subcellular distribution, we utilized the only neuronal cell line reported to express endogenous RGS14, rat B35 neuroblastoma cells [6] . We found significant differences in the expression patterns and behavior of endogenous RGS14 in B35 cells compared with tagged recombinant RGS14 in B35 cells and other cell lines, in which RGS14 is not endogenously expressed. Whereas recombinant RGS14 is diffusely localized to the cytosol of various host cells, endogenous RGS14 exists as dispersed puncta within the cytoplasm, and is enriched along the nuclear periphery and localized on both sides of the nuclear envelope. Within the nucleus, RGS14 is observed within intranuclear channels adjacent to the nuclear pore complex, and is found as discrete puncta within both chromatin-rich and chromatin-depleted regions of the nucleus.
RGS14 in the cytoplasm
We observe that endogenous RGS14 localizes in punctate structures along microtubules within the cytoplasm and partially colocalizes with mitochondria and early endosome markers. In CA2 hippocampal neurons, endogenous RGS14 is observed within pyramidal neurons at dendrites, spines, soma and axons [10] , and we speculate that RGS14 is trafficked as a complex within DNA-rich chromocenters (B1, C1) and along peripheral heterochromatin (C2, yellow arrow), and remain absent in DNA-poor interchromatin compartments (B2, C2). Representative images showing the disappearance of RGS14 puncta within medium-intensity chromatin territories (D1) during late G2/M as cells condense their nuclear genome while progressing into mitosis; instead, RGS14 puncta are concentrated within the two most highly compact chromocenters (D2, cyan arrows). Cells shown for each stage are representative of approximately 50-75 cells observed across 3 independent experiments.
https://doi.org/10.1371/journal.pone.0184497.g007
Endogenous RGS14 localizes to juxtanuclear membranes and chromatin-rich regions of the nucleus Representative confocal image of an untreated (control) B35 cell stained with the RGS14 polyclonal antibody (red) and counterstained with Hoechst DNA dye (blue) (left column). Right column shows the same cell with lines drawn around the nuclear membrane (white) and cytosol (gray) as described in Materials and Methods. Total fluorescence intensity was measured within the ring around the periphery of the nucleus (bounded by the white lines) and a comparable sized area within the cytosol (bounded by the gray lines) using ImageJ software. Scatterplot shows the ratio of nuclear membrane-to-cytosol localization of endogenous RGS14 in B35 cells following treatment with and without 10 min of AlF 4 " -induced G protein activation. Nuclear membrane-to-cytosol localization of RGS14 was determined by dividing the average fluorescence intensity (total fluorescence/area) around the nuclear membrane (Nuc Mem) by the average fluorescence intensity of a comparable area in the cytosol (Cyt) as described in Materials and Methods. Each point on the scatter plot represents the Nuc Mem/Cyt fluorescence intensity for a single cell immunostained with an RGS14 antibody and counterstained with Hoechst DNA dye to locate nuclei (n = 35 cells for each experimental condition, 3 independent experiments). Horizontal line shows mean Nuc Mem/Cyt intensity ratio. ****P<0.0001 (Student t-test) . (C) Localization of endogenous RGS14 increased within clusters around the trans-Golgi network (anti-TGN38) and Golgi (anti-GM130) after G protein activation with AlF 4 "for 10 min, and (D) and at the plasma membrane in some cells after 15 min. Graphs (D) show fluorescence intensity (arbitrary units; a.u.) of RGS14 along the white lines in the above images. Scale bar, 10 μm in all cases.
with it Gα partner attached to endosomes along microtubules and actin fibers. Consistent with this idea, RGS14 has previously been reported to bind microtubules and influence tubulin polymerization in vitro [42] . Thus, RGS14 may be involved in trafficking of endosomes along microtubules and/or actin filaments, or could be participating in G protein signaling from endosomes [43] . Germane to this idea, RGS14 contains a GPR motif and other GPR motifcontaining proteins also have been reported to traffic to Golgi and endosomes [44] , suggesting a role for the GPR-Gαi complex in regulating membrane trafficking events.
Though the colocalization of a subset of RGS14 puncta with mitochondria marker HSP60 was initially surprising as RGS14 does not contain a mitochondria localization signal, two studies have shown that endogenous Gαi1 localizes on the surface of mitochondria in HEK293T and HeLa cells [45, 46] . The role of Gαi1 in relation to mitochondria is currently unknown, however, it is possible that the subpopulation of RGS14 puncta along mitochondria is interacting with Gαi1 to regulate some unknown mitochondrial function. In support of this, other G protein subunits have been reported to regulate mitochondria motility, morphology, and fusion [46, 47] . In addition, possible interactions between Gαi1 and RGS14 in relation to microtubule and mitochondria dynamics may not be entirely separate. Though speculative, reported roles for RGS14 and Gαi1 in regulating tubulin polymerization [42, 48] suggest that, in B35 cells, RGS14 could interact with Gαi to modulate tubulin-dependent mitochondria trafficking, anchorage, and/or fusion/fission initiation [49, 50] .
RGS14 at the centrosome
Previous reports have shown that recombinant RGS14 can localize to centrosomes [12, 13] , along with its Gα binding partner Gαi1 [51] . Our studies here indicate that a subpopulation of endogenous RGS14 is found surrounding centrosomes, though its role there is unclear. Based on these findings and previous findings showing recombinant RGS14 at centrosomes in other cell lines, we speculate that endogenous RGS14 in B35 cells may be operating within the pericentriolar matrix as part of the microtubule organizing center. Of note, other GRP motif-containing proteins have been shown to play a key role regulating microtubule pulling forces during asymmetric cell division [44] . Given that RGS14 is not expressed until postnatal day 7 in mice (Evans et al., 2014) , it is unlikely that RGS14 plays a role centrosome-dependent neuron depolarization, migration, or axon formation, which occur between embryonic days 11 and 18 in the developing mouse brain [52] . Though it is commonly thought that the centrosome essentially becomes inactive as neurons mature, the possibility exists that the centrosome may be re-activated to generate microtubules in mature neurons in response to particular stimuli or challenges [53] . Alternatively, RGS14 pericentrosomal localization may be restricted to diving cells, however, many "key" cell cycle regulators and centrosomal proteins in undifferentiated cells have been shown to serve various important functions in adult neurons, including synaptic plasticity [54] .
RGS14 at the nuclear periphery
Surprisingly, our data indicate that endogenous RGS14 is highly enriched at membranes adjacent to and surrounding the nuclear envelope in host B35 cells. Since the outer nuclear membrane is contiguous with the ER, we speculate that RGS14 in this region may represent a newly synthesized pool of RGS14 on the outer ER membrane adjacent to the nuclear envelope that is positioned for trafficking to various subcellular compartments, including the endomembrane system, pericentriolar space, and nuclear periphery from which it can rapidly be shuttled into the nucleus. Positioned at the outer nuclear membrane, RGS14 could be involved in modulating nuclear positioning and cell polarity or could be dynamically transported through nuclear pores into the nuclear matrix, where it serves a currently unknown function. Regarding RGS14 trafficking to the nucleus, we observed endogenous RGS14 within NPC-rich intranuclear channels and invaginations. Though the precise function of NPC-rich intranuclear channels is uncertain, these are regarded as a highly specialized membrane subdomain of the ER [26] with evidence to support a role for these channels in facilitating nuclear import and export by reducing the distance between the cytoplasm and specific subnuclear compartments located deep within the nucleoplasm [25] . Similar to intranuclear channels, nuclear invaginations are typically populated with NPCs and are thought to play a role in improving macromolecular transportation between the cytoplasm and regions deep within the nuclear interior [25, 55] . The localization of endogenous RGS14 to these specialized domains of the nuclear envelope suggests an as yet undefined role for RGS14 in nuclear transport.
RGS14 in the nucleus
Early reports describing the subcellular localization of RGS14 in HeLa cells found that, under basal conditions, GFP-tagged RGS14 is predominantly localized to the cytoplasm and, in some cells, observed as perinuclear dot structures [12, 13] . In addition, these early investigations found that GFP-RGS14 accumulated in the nucleus after application of the nuclear export inhibitor leptomycin B and localized to subnuclear compartments following mild heat shock-induced cellular stress [12, 13] . These findings suggest that exogenously expressed recombinant RGS14 is a nucleocytoplasmic protein that rapidly shuttles into and out of the nucleus to serve diverse cellular roles, though its specific nuclear functions are still unclear. We observe that endogenous RGS14 behaves similarly, with a subset of the total cellular protein found within the nucleus in resting cells, and a majority of total cellular RGS14 accumulates in the nucleus when nuclear export is blocked with LMB treatment. These results confirm that endogenous RGS14 is in fact a cytoplasmic-nuclear shuttling protein. The observed nuclear localization of endogenous RGS14 in B35 cells is unsurprising given that RGS14 contains at least three putative nuclear localization signals (NLS) and a nuclear export signal (NES). Though native RGS14 in CA2 neurons from fixed hippocampal slices has not been reported in the nucleus [10] , nuclear localization of RGS14 in neurons could depend on specific signals, including synaptic stimulation or neuronal stress. One intriguing possibility is that, in CA2 neurons, excitatory synaptic stimulation triggers RGS14 to be transported by microtubulemotors from the synapse to the nucleus. In the nucleus, RGS14 may directly or indirectly serve as a transcriptional regulator, thereby, influencing long-lasting changes in gene expression and subsequent synapse formation.
To date, signaling roles for RGS14 within the nucleus are unknown, but of great interest. Within the nucleus, we observed instances of colocalization between RGS14 with intranuclear lamin A/C puncta, and RGS14 elsewhere within the nucleus in both chromatin-rich and chromatin-poor regions. Intranuclear lamin foci have been reported to reside within DNA-rich regions of the nucleus and possibly to be involved in transcriptional regulation and/or RNA splicing [26, 56, 57] ; however, the precise function of these foci is still unclear [26] . Of note, other RGS proteins have also been reported to translocate from the cytosol to the nucleus, including RGS10 [58, 59] , RGS12 [60, 61] , RGS7 [62, 63] , RGS6 [64] , and RGS9-2 [63] , though specific signaling roles for RGS proteins within the nucleus remain entirely unexplored. Nevertheless, the colocalization between endogenous RGS14 and intranuclear lamin-containing puncta in B35 cells raises the possibility that RGS14 may play a role in the regulation of gene expression [24] , possibly through non-canonical G-protein signaling mechanisms.
A previous study has shown that overexpression of recombinant RGS14 in heterologous cell line can alter gene transcription, providing evidence for a possible role of RGS14 in the direct or indirect regulation of gene transcription [12] . Consistent with this idea, we observed RGS14 puncta in chromatic-rich regions of the nucleus with non-condensed DNA. RNA polymerase II has been reported to be enriched within these nuclear regions [30] , and we observed RGS14 in close proximity with some overlap with the active elongating form (phosphorylated at Ser 2) of RNA polymerase II [30] [31] [32] [33] . These findings suggest for the first time that a subpopulation of RGS14 within the nucleus may have a direct role in transcriptional regulation. During the G2 phase of the cell cycle, clusters of RGS14 foci were observed within the most compact, densely stained chromatin domains. Recruitment of genes to these compact chromocenters is known to lead to their silencing, whereas loose chromatin in the perichromatin regions that expand into the interchromatin compartment (IC) contain genes that are transcriptionally active [35] . Though the precise function of endogenous RGS14 within these various subnuclear compartments is currently unknown, these findings provide further evidence that RGS14 may play a role in transcriptional regulation and/or gene silencing.
Translocation following G protein activation
Previous studies defining the behavior of recombinant tagged (GFP or FLAG) RGS14 in nonhost cells show that tagged RGS14 localizes to the cytosol, but that it also can be recruited to the plasma membrane by co-expressed G protein binding partners, either activated Gαi/oAlF 4 "or inactive Gαi1-GDP [13, 14] . Quite unexpectedly, we observed no endogenous RGS14 at the plasma membrane in resting B35 cells. However, endogenous RGS14 can be stimulated by AlF 4 "(presumably bound to constitutively active Gαi/o on ER and Golgi membranes) to traffic from juxtanuclear membranes to the cytosol as puncta (endosomes) that can be trafficked to the plasma membrane. These data suggest that global G protein activation with AlF 4 " stimulates the trafficking of endogenous RGS14 from the nuclear periphery to cytosolic endosomes, likely derived from the cytoplasmic face of the ER and Golgi, some of which are trafficked to the plasma membrane. We speculate that endogenous RGS14 is translated in the cytosol and then finds a newly acylated Gα binding partner tethered to the outer leaflet of ER/ Golgi membranes. Consistent with this idea, the RGS14 binding partner Gαi3 is known to be present and enriched on the cytoplasmic face of both Golgi membranes and endosomes where is thought to play a role in regulating anterograde protein trafficking to the plasma membrane [44, 65] .
In summary, we report here for the first time a detailed assessment of the subcellular distribution and dynamic localization of endogenous RGS14 in B35 neuroblastoma cells. The key findings show that endogenous RGS14 localizes to subcellular compartments not previously recognized in studies of recombinant RGS14 in unnatural host cells. The two most surprising observations were that RGS14 is not enriched at the plasma membrane, and that it is found within chromatin-rich regions of the nucleus in close proximity with active RNA Pol-II. These findings challenge models that RGS14 acts exclusively as a regulator of conventional GPCR-G protein signaling events at the plasma membrane. While this remains possible, as a minor pool of RGS14 is trafficked to the plasma membrane following AlF 4 "activation of RGS14 G protein binding partners, the majority of RGS14 is not at the plasma membrane and remains in close proximity to the nucleus and within the nucleus for unknown functions unrelated to conventional GPCR signaling. That RGS14 was observed adjacent to active RNA Pol-II strongly suggests a possible novel role in the regulation of gene expression, perhaps as an enhancer or repressor, or possibly a role in regulating mRNA splicing. Also unexpected was the observation that RGS14 is most highly enriched at juxtanuclear membranes and can move from this compartment either to endosomes and the plasma membrane, or to the nucleus. How RGS14 is synthesized, how it is targeted to these membranes, and trafficked throughout the cell all Endogenous RGS14 localizes to juxtanuclear membranes and chromatin-rich regions of the nucleus remain topics for future study. These findings highlight novel cellular roles for RGS14 distinct from the regulation of conventional GPCR-G protein signaling, in particular undefined roles for RGS14 in the nucleus, a topic for ongoing and future studies. (ENNCF) for their extremely valuable support and assistance with confocal and SIM imaging. We also like to thank Dr. Richard Kahn, Dr. William G. Kelly, and Dr. Maureen Powers, for antibodies and for valuable insights and discussions. We also thank Suneela Ramineni, Dr. Nicole Brown, Dr. Paul Evans, Katherine Squires, and Kyle Gerber for valuable assistance and discussions.
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